Two techniques were developed for the immobilization of proteins and other ligands to silica through sulfhydryl groups. These methods made use of maleimide-activated silica (the SMCC method) or iodoacetyl-activated silica (the SIA method). The resulting supports were tested for use in highperformance affinity chromatography by employing human serum albumin (HSA) as a model protein.
INTRODUCTION
High-performance affinity chromatography (HPAC) is a method of growing interest for the selective separation and analysis of various chemicals. [1] [2] [3] [4] This technique makes use of a support such as HPLC-grade silica that contains a biologically-related molecule as the affinity ligand, or stationary phase. HPAC has been used in such applications as the study of biological interactions, biomolecule purification, chiral separations, and the analysis of clinical, biological and environmental samples. 5-14 Advantages of HPAC for these applications include its high specificity, speed, ease of automation and ability to use the same ligand for multiple applications 1-3,15 .
An important factor to consider in the production of a column for HPAC is the way in which the affinity ligand is attached to the chromatographic support. 16-18 When a protein is utilized as the affinity ligand, this attachment often involves the use of a diol-or glycol-containing support (e.g., diol-bonded silica) 19 and amine-based coupling techniques such as the Schiff base, 20-26 carbonyldiimidazole, 27-31 cyanogen bromide, 32 succinimidyl ester 32,33 or epoxy immobilization methods. [34] [35] [36] [37] [38] [39] It is also possible with HPLC supports to attach proteins to amine-activated supports by using the glutaraldehyde 32, 33 or N-hydroxysuccinimide (NHS) methods. 32, 33, 38, 40 In addition, glycoproteins can be immobilized after oxidation of their carbohydrate residues by reacting such proteins with hydrazide-or amine-containing supports. 32, 33, 36 Human serum albumin (HSA) is one protein that is often used in HPAC columns. HSA is the most abundant protein in blood and is known to bind a variety of drugs and biological compounds. [41] [42] [43] When immobilized in an HPAC column, this protein can be used under isocratic conditions as a weak-to-moderate ligand for the study of drug-protein interactions 44 or as a stationary phase for separating a variety of chiral solutes. 19 Most previous work with HSA has involved its immobilization to HPLC supports through its amine groups; however, HSA has a large number of primary amines in its structure (i.e., 58 lysines plus the N-terminal amine) 42 which might lead to such undesirable effects as multipoint attachment, improper orientation or inactivation of this protein during the immobilization process. 32 An alternative route that is appealing for the immobilization of HSA and other proteins is to use free thiol groups in their structures. For instance, normal HSA has only a single free thiol (Cys-34) which could, in theory, be used for the single point attachment of this protein to a support. This study will explore two approaches for such work based on maleimide-and iodoacetyl-activated materials. 32,33,45-49 Both maleimide and iodoacetyl groups are thought to react selectively with the sulfhydryl group of cysteine. 32, 33, [45] [46] [47] [48] [49] In addition, these reactions are known to be fast for small thiol-containing compounds, 45-49 making this a possible route for the rapid immobilization of proteins like HSA to HPLC supports.
Immobilization based on maleimide and iodoacetyl groups has been used in the past for coupling proteins and peptides to quartz disks, 50 polished silicon wafers, 50 poly(allylamine) polymers, 51 polystyrene microspheres, 52 and Sepharose. 46 However, this approach has not yet been used with any HPLC supports. This study will explore the use of these coupling methods with HSA and HPLC-grade silica. The supports used in this work will be prepared by reacting aminopropyl silica with N-(4-carboxycyclohexylmethyl) malemide (SMCC) or succinimidyl iodoacetate (SIA), as shown in Figure 1 . This should give activated materials with good stability towards hydrolysis. 33,45-49 After these supports have been developed, they will be compared in terms of their specificity for sulfhydryl groups and their ability to immobilize HSA in an active form for use in drug-binding studies and chiral separations. The results will then be compared with those noted for the Schiff base method, a common aminebased coupling technique employed for HSA and other proteins. [20] [21] [22] [23] [24] [25] [26] 53 
EXPERIMENTAL SECTION Reagents
The SMCC (>99% pure; toxic), succinimidyl iodoacetate (>97% pure; toxic) and Slide-ALyzer dialysis cassettes (7 kDa MW cutoff, 0.1-0.5 mL or 0.5-3 mL capacity) were from Pierce (Rockford, IL, USA). The D-tryptophan (>99% pure), dimethyl formamide (DMF, 99% pure), acetonitrile (HPLC grade, >99.93% pure; flammable), formic acid (96% pure; corrosive), trifluoroacetic acid (TFA, >99% pure; corrosive), acetic anhydride (>99% pure; flammable) and pyridine (>99% pure; flammable and corrosive) were from Aldrich (Milwaukee, WI, USA). HSA (Cohn fraction V, essentially fatty acid free), 3-(α-acetonylbenzyl)-4-hydroxycoumarin (racemic warfarin, >98% pure; toxic and possible teratogen), racemic tryptophan (>99% pure), L-tryptophan (>98% pure), ibuprofen (> 98% pure), carbamazepine (>98% pure), 4-dimethylaminopyridine (DMAP; toxic), trypsin (sequencing grade), guanidine hydrochloride (> 99% pure), dithiothreitol (DTT, >99% pure), iodoacetamide (99% pure; light sensitive) and Lcysteine hydrochloride (anhydrous, >98% pure; toxic) were from Sigma (St. Louis, MO, USA). Ethylenediamine tetraacetic acid (EDTA, disodium salt and dihydrate, essentially 100% pure) was purchased from J. T. Baker (Phillipsburg, NJ, USA). The separate forms of R-and Swarfarin (>98% pure) were from DuPont Pharmaceuticals (Wilmington, Delaware, USA).
The thiol and sulfide quantitation kit (T-6060) was purchased from Molecular Probes (Eugene, OR, USA); this kit contained the N-benzoyl-L-arginine, p-nitroanilide (L-BAPNA), papain-S-S-CH 3 , and L-cysteine referred to later in this section. The aminopropyl and bare silica Nucleosil Si-300 supports (both 7 μm particle diameter, 300 Å pore size) were from Macherey Nagel (D ren, Germany). All aqueous solutions were prepared using water from a Nanopure system (Barnstead, Dubuque, IA, USA) and filtered using Osmonics 0.22 μm nylon filters from Fisher (Pittsburgh, PA, USA).
Apparatus
The system used in the chromatographic studies consisted of a P4000 gradient pump and a UV100 absorbance detector from Thermoseparations (Riviera Beach, FL, USA). Samples were injected using a Rheodyne LabPro valve (Cotati, CA, USA) equipped with a 20 μL sample loop. Chromatographic data were collected and processed using in-house programs written in LabView 5.1 (National Instruments, Austin, TX, USA). Assays for determining the stability of the activated silica were performed using a Shimadzu UV-160A spectrophotometer (Kyoto, Japan). All HPLC columns were packed using an Alltech column slurry packer (Deerfield, IL, USA). Fourier transform infrared (FTIR) spectroscopy was performed using a Nicolet AVATAR-360 instrument from the Thermo Electron Corporation (Waltham, MA, USA); the FTIR work was conducted using dried silica samples (approximately 10 mg) and 128 scans per analysis in the DRIFT mode. Elemental analysis of the silica samples was performed by Midwest Microlab (Indianapolis, IN, USA).
Preparation of maleimide-activated silica (SMCC method)
The general scheme used in the SMCC method to prepare maleimide-activated silica is shown in Figure 1 (a). This approach was adapted from previous work described for the reaction of amines with NHS-activated compounds. 33, 45, 46, 54 In this method, 0.8 g of aminopropyl Nucleosil Si-300 was first dried in a vacuum oven for 24 h. A 24 mg portion of DMAP and 50 mg of SMCC were next dissolved in 5 mL of dry DMF. The dried aminopropyl silica was added to this solution and shaken in the dark at room temperature for 24 h (note: similar work in the activation of aminopropyl Nucleosil Si-300 with disuccinimidyl suberate indicated that a reaction time of 8 hr is sufficient for completion of this reaction). 40 The resulting maleimideactivated silica was collected by centrifugation and washed ten times with DMF. Prior to immobilization, the maleimide-activated silica was washed three times with pH 7.0, 1.3 M potassium phosphate buffer and used immediately. A small portion of the maleimide-activated silica was set aside for later analysis, being washed ten times with DMF, five times with acetonitrile, and five times with diethyl ether; this support was then dried under vacuum at room temperature and stored in the dark at 4°C until use. The maleimide-activated silica was found to be stable for more than 2 months under these storage conditions.
Early work in this report used the maleimide-activated silica directly for protein immobilization. However, later studies used an additional pretreatment step to reduce the effects of unreacted aminopropyl groups on non-specific binding. These aminopropyl groups were capped by reacting them with acetic anhydride to produce acetamide groups. This was performed after support activation by taking 0.5 g of the maleimide-activated silica and adding it to 4 mL of a 1:1 mixture of acetic anhydride and pyridine containing 100 mg of DMAP. This mixture was stirred in the dark for 24 h at room temperature. The capped silica was then washed five times with acetonitrile, three times with diethyl ether, and dried overnight under vacuum. This support was then used for the immobilization of HSA or used directly as a control material.
The conditions used for the immobilization of HSA to maleimide-activated silica were adapted from a previous method reported for the conjugation of antibody F ab ' fragments to horseradish peroxidase. 45 Maleimide groups are known to react preferentially with sulfhydryl groups over the pH range of 6.5-7.5; this forms a stable carbon-sulfur linkage, 33,45 as shown in Figure 1 (a). Prior to its use in immobilization, the maleimide-activated silica was washed three times with pH 7.0, 1.3 M potassium phosphate buffer. A 5 mL solution of 15 mg/mL HSA in pH 7.0, 1.3 M potassium phosphate buffer was then added to roughly 0.8 g of the activated silica; this solution was degassed by sonication for 5 min and allowed to react with shaking at 4°C for 36 h. The support was later separated from the rest of the reaction mixture by centrifugation and was washed five times with pH 7.0, 1.3 M potassium phosphate buffer. The final support was stored for up to two days in pH 7.4, 0.067 M potassium phosphate buffer at 4 ºC prior to being placed into a column. A control support was prepared in a similar manner by combining 5 mL of 10 mM cysteine (instead of HSA) in pH 7.0, 1.3 M potassium phosphate buffer with approximately 0.4 g of dry malemide-activated silica.
When using maleimide-activated silica with uncapped aminopropyl groups, there was some HSA that was initially adsorbed non-covalently to the support's surface. The HSA adsorbed on aminopropyl silica was measured using a reducing agent compatible BCA assay from Pierce. It was found that most of this adsorbed HSA could be removed by performing extensive washing of the support after the immobilization step or by capping the aminopropyl groups with acetic anhydride prior to immobilization. The first of these approaches involved the application of 180 or more column volumes of pH 7.4, 0.067 M potassium phosphate buffer to each HSA column prior to its use in chromatographic studies. After this washing it was estimated that less than 7.7 to 7.8 mg of HSA/g of silica was still adsorbed in columns prepared by the SMCC or SIA methods, compared to total protein contents of 61.2 and 20.6 mg HSA/ g silica, respectively.
Preparation of iodoacetyl-activated silica (SIA method)
The reaction used in the SIA method for preparing iodoacetyl-activated silica is shown in Figure  1 (b). The conditions used in this work with silica were adapted from previous methods described for the reaction of amines with NHS-activated reagents. 33, 45, 46, 54 In this study, 0.8 g of aminopropyl Nucleosil Si-300 was dried under vacuum for 24 h to remove any residual water. A 25 mg portion of DMAP and 50 mg of SIA were then dissolved in 5 mL of dry DMF. The aminopropyl Nucleosil Si-300 was added to this solution and shaken in the dark at room temperature for 24 h (i.e., a time period over three-fold longer than that estimated to be necessary for completion of the activation reaction). 40 The resulting activated support was removed from the reaction mixture by centrifugation and was washed ten times with DMF. A portion of this support was washed three times with pH 8.3, 0.050 M borate buffer containing 5 mM EDTA before its use in immobilization. Another portion of the same support was set aside for later analysis after being washed ten times with DMF, five times with acetonitrile, and five times with diethyl ether, followed by drying under vacuum at room temperature and storage in the dark at 4°C. The iodoacetyl-activated silica was found to be stable for at least 2 months under these storage conditions. Early experiments in this report used the iodoacetylactivated silica directly for HSA immobilization, but later studies used this support after it had been reacted with acetic anhydride to remove unreacted aminopropyl groups (performed in the same manner as described for the SMCC method).
The conditions used for the immobilization of HSA to iodoacetyl-activated silica were adapted from an earlier reference, 33 which describes the reaction of sulfhydryls with iodoacetyl groups. Iodoacetyl groups are known to react preferentially with sulfhydryl groups under basic conditions (pH > 8) to form a stable carbon-sulfur linkage. 33, 47 Prior to immobilization, the iodoacetyl-activated silica was washed three times with pH 8.3, 0.050 M borate buffer containing 5 mM EDTA. 33,55 A 5 mL solution of 15 mg/mL HSA in pH 8.3, 0.050 M borate buffer containing 5 mM EDTA was then added to the iodoacetyl-activated silica and degassed with sonication for 5 min. The immobilization reaction was allowed to occur with stirring at 4°C for 42 h. The final support was separated from the rest of the reaction mixture by centrifugation and washed five times with pH 8.3, 0.050 M borate buffer containing 5 mM EDTA, followed by five additional washings with pH 7.4, 0.067 M potassium phosphate buffer. This immobilized HSA support was stored in pH 7.4, 0.067 M potassium phosphate buffer at 4°C until use. A control support was prepared under similar conditions by immobilizing cysteine in place of HSA to the iodoacetyl-activated silica; in this case, 0.4 g of dry iodoacetylactivated silica was combined with 5 mL of a 10 mM cysteine solution in pH 8.3, 50 mM borate buffer containing 5 mM EDTA. As stated earlier for the SMCC method, most of the HSA that was non-covalently adsorbed to the support was removed by either performing extensive washing of this material before use or by capping remaining aminopropyl groups on this support with acetic anhydride prior to immobilization.
Schiff base immobilization method
The conditions used for the immobilization of HSA to silica by the Schiff base method were adapted from Ref. 53 , with all reactions being carried out at room temperature unless otherwise indicated. In this approach, 1 g of bare silica Nucleosil Si-300 was combined with 0.2 mL of 3-glycidoxypropyltrimethoxysilane in 8.5 mL of 0.10 M, pH 5.5 sodium acetate buffer. This mixture was heated at 90°C for 5 h with shaking. The resulting epoxy silica was washed three times with water and two times with a pH 3.0 solution of sulfuric acid in water. This silica was refluxed with 100 mL of a pH 3.0 sulfuric acid solution in water for 1 h. The resulting diolbonded silica was washed three times with water and three times with a 90% solution of acetic acid in water. This silica was then combined with 1 g of sodium periodate (an oxidizing agent) in 20 mL of the 90% acetic acid solution and allowed to react for 2 h with shaking. The resulting aldehyde-activated silica was washed six times with water and twice with 0.10 M, pH 6.0 potassium phosphate buffer.
Immediately after its preparation, the aldehyde-activated silica was combined with 5 mL of 0.10 M, pH 6.0 potassium phosphate buffer, 100 mg HSA and 50 mg sodium cyanoborohydride (a mild reducing agent). This mixture was allowed to react with shaking for four days at 4°C. Any remaining aldehyde groups on the silica were then reduced by slowly adding 0.025 mg sodium borohydride (a strong reducing agent) in 10 mL of pH 8.0, 0.10 potassium phosphate buffer. This support was stored in 0.067 M, pH 7.4 potassium phosphate buffer at 4°C until use. The control support for this material was prepared following the same procedure as described above with no HSA being added during the immobilization reaction.
Analysis of support activation and stability
A modified version of a papain-based assay 56-58 was used to determine the degree of modification and stability of the maleimide-and iodoacetyl-activated supports. This assay was performed as shown in Figure 2 . In this method, a known excess of cysteine was added to each activated support and allowed to react. Later, the remaining unreacted cysteine was combined with papain-S-S-CH 3 , which transformed the inactive form of papain into an active form (papain-SH). The activity of the papain-SH was then measured by using L-BAPNA as a chromogenic substrate.
This assay was performed by placing a known mass (0.7-0.9 mg) of each activated support into a 5 mL test tube. To each test tube was added (1) 7.5 μL of 0.5 mM cysteine in 5 mM sodium acetate buffer containing 50 mM sodium chloride and 0.5 mM EDTA, (2) 7.5 μL of 5 mM sodium acetate buffer containing 50 mM sodium chloride and 0.5 mM EDTA, and (3) 220 μL of pH 7.6, 40 mM sodium phosphate buffer containing 2 mM EDTA. Control samples containing no cysteine were prepared in a similar manner by adding a known mass of each activated support (0.7-0.9 mg) to (1) 15 μL of 5 mM sodium acetate buffer containing 50 mM sodium chloride and 0.5 mM EDTA, and (2) 220 μL of pH 7.6, 40 mM sodium phosphate buffer containing 2 mM EDTA. These solutions were then slowly mixed by a magnetic stirrer and allowed to react at room temperature for 40 min.
A 0.5 mL portion of 0.6 mg/mL papain-S-S-CH 3 in pH 4.0, 5 mM sodium acetate buffer was next added to each test tube. These new mixtures were allowed to react for 1 h at room temperature while being slowly mixed by a magnetic stirrer. After this reaction, 0.5 mL of a 4.9 mM L-BAPNA solution in pH 6.3, 50 mM bis-Tris buffer and 1 mM EDTA was added in 30 s intervals to the test tubes, which were reacted for another 1 h with stirring at room temperature. The final reaction mixtures were filtered in 30 s intervals using a 0.2 μm nylon syringe filter from Pall (Ann Arbor, MI, USA) and measured for their absorbance at 410 nm. Nanopure water was used as the reference during these measurements. The absorbance of each control sample (i.e., mixtures with no cysteine added) was subtracted from the absorbance of the corresponding unknown sample. This difference in absorbance was used with a calibration curve to determine the amount of maleimide or iodoacetyl groups that was on the activated support.
The calibration curve used in this assay was constructed by using standards that contained known amounts of cysteine. These standards were prepared by adding to a series of test tubes 0, 4, 8, 12 or 15 μL of a 0.1 mM cysteine solution in 5 mM sodium acetate buffer containing 50 mM sodium chloride and 0.5 mM EDTA. All of these solutions were brought to a total volume of 15 μL by adding 5 mM sodium acetate buffer containing 50 mM sodium chloride and 0.5 mM EDTA. These solutions were mixed and incubated for 40 min at room temperature. A 0.5 mL aliquot of 0.6 mg/mL papain-S-S-CH 3 in pH 4.0, 5 mM sodium acetate buffer was then added to each standard. This solution was allowed to react for 1 h at room temperature with slow mixing by a magnetic stirrer. Next, 0.5 mL of 4.9 mM L-BAPNA in pH 6.3, 50 mM bis-Tris buffer and 1 mM EDTA was added in 30 s intervals to the test tubes and allowed to react for 1 h with slow mixing by a magnetic stirrer. The absorbance measurements of these solutions were taken in 30 s intervals at 410 nm using water as a reference and were plotted versus the original cysteine concentration to give a calibration curve. This method had a limit of detection of approximately 0.2 μM cysteine (S/N = 3), with a linear range that extended up to 1.5 μM cysteine.
Preparation of iodoacetamide-modified HSA
The iodoacetamide-modified HSA (used later in this work to evaluate the immobilization selectivity of the maleimide-or iodoacetyl-activated silica) was prepared by combining 68 mg of iodoacetamide in 337 μL of 1 M NaOH with 7.5 mL of a 15 mg/mL HSA solution in pH 8.2, 0.1 M ammonium carbonate buffer (i.e., a mole ratio of approximately 200:1 for iodoacetamide versus HSA). This solution was shaken for 30 min in the dark at room temperature; this solution was then divided into one 0.5 mL and two 3 mL portions. The 0.5 mL portion was placed into a 0.1-0.5 mL dialysis cassette and dialyzed twice for 4 h at room temperature against two 1 L portions of water; this was followed by dialysis of the same solution against 1 L of pH 8.2, 100 mM ammonium bicarbonate buffer for 12 h at room temperature and later analysis of this solution by MALDI-TOF mass spectrometry (performed at the Nebraska Center for Mass Spectrometry, Lincoln, NE).
The two 3 mL portions of the iodoacetamide-modified HSA solution were placed into two 0.5-3 mL dialysis cassettes and dialyzed twice for 4 h at room temperature against two 1 L portions of water. One of these dialysis cassettes was then placed in 1 L of pH 7.0, 100 mM potassium phosphate buffer for an additional 12 h of dialysis at room temperature. This solution was later used for the immobilization of iodoacetamide-modified HSA onto maleimide-activated silica.
The other dialysis cassette was placed in 1 L of pH 8.3, 100 mM sodium borate buffer containing 50 mM EDTA for 12 h at room temperature. After dialysis, this solution was used for the immobilization of iodoacetamide-modified HSA with the iodoacetyl-activated silica.
Chromatographic studies
All HSA supports and control supports prepared in this study were placed into separate 4.6 mm I.D. × 5 cm stainless steel columns. These supports were downward slurry packed at 3500 psi (24 MPa) for 40 min and at room temperature using a column packer from Alltech (Deerfield, IL, USA) and pH 7.4, 0.067 M potassium phosphate buffer as the packing solution. All mobile phases were degassed under vacuum for at least 30 min prior to use. All chromatographic studies were performed at 25 (± 0.5)ºC with the columns being enclosed in water jackets for temperature control.
The frontal analysis studies were performed by applying 2.5-30 μM carbamazepine in 0.067 M, pH 7.4 potassium phosphate buffer to the HSA columns and control columns. This was typically performed at 0.5 mL/min and 25°C using an approach similar to that described in Ref. 59 (Note: similar results to those seen at 0.5 mL/min were obtained at flow rates ranging from 0.3-1.0 mL/min, with a variation of less than 7% being noted over this range of conditions in the moles of carbamazepine that were required to reach the mean point of the breakthrough curve at any given concentration of this analyte). The elution of carbamazepine was monitored by absorbance detection at 214 nm. The columns were first equilibrated in pH 7.4, 0.067 M potassium phosphate buffer for 30 min, with a switching valve then being used to apply the desired carbamazepine solution. After each frontal analysis study, pH 7.4, 0.067 M potassium phosphate buffer was applied at 0.5 mL/min for 30 min (SIA supports) to 1 h (SMCC supports) to elute any retained carbamazepine prior to the next study. The resulting breakthrough curves were analyzed according to methods described in Ref. 44 to estimate the association equilibrium constants and binding capacities for carbamazepine on the HSA columns. The results obtained in identical experiments on the control columns were used to correct for the void time of the system and for any non-specific binding of carbamazepine to the support. The non-specific binding of carbamazepine to uncapped supports in the SMCC and SIA columns was estimated to be 64-74% and 69-72% of the total binding capacity when HSA was present. After acetic anhydride was used to cap aminopropyl groups on these supports, this non-specific binding was reduced by 20% for carbamazepine and by 80% in studies using warfarin as the analyte.
The sample for the zonal elution studies of D/L-tryptophan was prepared fresh daily in the desired mobile phase and contained 20 μM of this analyte. Solutions of R/S-ibuprofen and R/ S-warfarin (20 μM) for zonal elution studies were prepared in the desired mobile phase and used over the course of less than a week. Three 20 μL injections were made of each sample for each experiment. No appreciable changes in retention factors (i.e., random variations of less than 1%) were noted when using up to three-fold higher sample concentrations, indicating that linear elution was present under the zonal elution conditions used in this study. The flow rates used during the separation of D/L-tryptophan, R/S-ibuprofen and R/S-warfarin on the maleimide-activated HSA columns were 1.5, 1.0 and 1.0 mL/min, respectively. The flow rates used during the separation of these same solutes on the iodoacetyl-activated HSA columns were 0.3, 0.5 and 0.3 mL/min. The column backpressures under these conditions ranged from 78 psi (0.54 MPa) at 0.3 mL/min to 500 psi (3.4 MPa) at 1.5 mL/min. No measurable changes (i.e., random variations of less then 2%) were seen in the measured retention factors at either lower or higher flow rates (0.3-1.5 mL/min), as noted previously with other silica-based HSA columns. 7
The following wavelengths were used for detection in the zonal elution studies: D/Ltryptophan, 280 nm; R/S-ibuprofen, 225 nm; and R/S-warfarin, 310 nm. The following mobile phases were selected for use in the zonal elution studies based on previous separations that have been reported for the given analytes on HSA columns: D/L-tryptophan, pH 7.4, 0.067 M potassium phosphate buffer; 7 R/S-ibuprofen, pH 7.0, 0.067 M potassium phosphate buffer containing 8% isopropanol and 5 mM octanoic acid; R/S-warfarin, pH 7.0, 0.067 M potassium phosphate buffer containing 5% isopropanol and 1 mM octanoic acid. In the last two cases, isopropanol and octanoic acid were used as mobile phase modifiers or competing agents to adjust and lower the retention factors for the injected analytes to a reasonable range, as described for other HSA columns. [60] [61] [62] [63] The system void time was determined by injecting 20 μL of 5 μM dimethyl sulfoxide (DMSO) onto the chromatographic system while monitoring the absorbance at 205 nm. The extracolumn void time was similarly determined by injecting DMSO onto the chromatographic system after replacing the column with a zero dead volume connector. All the retention times and peak widths were determined by using moment analysis or the B/A 0.5 method. 64
RESULTS AND DISCUSSION

Initial evaluation of maleimide-and iodoacetyl-activated supports
The silica supports that were activated by the SMCC and SIA methods were first examined qualitatively by FTIR spectroscopy. Some typical spectra that were obtained are shown in Figure 3 . The spectrum for the original aminopropyl silica contained major absorbance bands at 831, 1058, 1309 and 1574 cm −1 . These bands are due to the Si-C, Si-O-Si or C-N stretches and the primary amine groups in this material, respectively. 65 Silica activated by the SMCC method also had these bands (due to remaining aminopropyl groups) as well as the following additional absorbance bands (with tentative assignments given in parentheses): 797 cm −1 (due to an alkene group coupled to an amide); 1045 cm −1 (from the cyclohexane group in the -CH 2 -region); 1504 cm −1 (due to an peptide amide bond, NH [δ] and N-CO stretch); 1712 cm −1 (due to an amide coupled to an alkene); and 1766 cm −1 (due to an amide). Silica activated by the SIA method had similar peaks at 1504 cm −1 (due to the peptide amide bond, NH [δ] and N-CO stretch) and 1779 cm −1 (due to an amide group). 65 These results indicated that the SMCC and SIA methods were successful in activating at least part of the aminopropyl groups on the starting material.
The degree of support activation in the SMCC and SIA methods was examined in a more quantitative manner by employing elemental analysis. This was accomplished by measuring the nitrogen and iodine content of the maleimide-and iodoacetyl-activated supports, respectively. It was found that activation of aminopropyl silica by the SMCC method under the conditions used in this work gave 14.3 (± 7.1) μmol maleimide groups per gram of silica for Nucleosil Si-300. Activation of the same original aminopropyl silica by the SIA method gave 13.4 (± 0.8) μmol iodoacetyl groups per gram of silica. Both of these values are comparable to the extent of activation that has been reported for reaction of the same type of aminopropyl silica with N-hydroxysuccinimide, which gave 12 μmol NHS groups per gram of silica. 40 This similarity is not surprising since the NHS activation process involves a nucleophilic reaction of amine groups with disuccinimidyl suberate, 40 which is closely related to the types of reactions that were used for support activation in this current study.
The amount of activated sites versus the total aminopropyl sites on the original supports was also determined. In this case, the original support was known to contain 328 (± 7) μmol aminopropyl groups per gram of silica. This meant that the maleimide groups placed on this support in the SMCC method gave rise to activation of only 4.4% of these sites. In the SIA method, 4.1% of these sites were activated with iodoacetyl groups. These values are similar to those reported with the same support when activating it with NHS, where 1.3% activation was reported. 40 However, up to 150 μmol activated groups per gram of silica has been reported in a study using 7 μm, 60 Å pore size aminopropyl silica that had been activated using succinic anhydride. 66 This difference is due, in part, to the higher surface area and larger amount of aminopropyl groups on 60 Å versus 300 Å pore size silica, which accounts for approximately 50% of this difference in activation. The remaining difference is believed to be the result of 1) hydrolysis of SMCC and SIA during the activation reaction and 2) the use of a lower mole ratio in this work for the activating reagent versus aminopropyl groups (i.e., 0.57-0.67 compared to 0.85 in Ref. 66 ).
In this study support activation was typically performed using 187 μmol SMCC or 221 μmol SIA per gram of aminopropyl silica, which gave a mole ratio of 0.57-0.67 for these agents versus aminopropyl groups on the support. The fact that this mole ratio was below 1.0 partly explains why not all of the aminopropyl groups were activated. Although a larger excess of activating agent could have been used, the amount of reagent required to do this would have been cost prohibitive. In addition, complete activation of the support was not necessary for the overall goal of this project (i.e., site-selective protein immobilization) since a lower density of activated sites would be favorable for the coupling of a protein through only one or a few residues per molecule. This, in turn, would minimize the occurrence of multipoint attachment and any corresponding deformation of the protein's tertiary structure. 32
The stability of the maleimide-and iodacetyl-activated supports was examined by using both materials to immobilize cysteine. This was accomplished by monitoring the amount of cysteine that was immobilized on each support before and after storage. No significant change was noted in the amount of cysteine that could be immobilized onto freshly-prepared maleimideactivated silica (after storage in the dark at 4°C for 2 days) and the same support after it had been stored in the dark for over 65 days at room temperature; the amount of immobilized cysteine on these supports was 4.02 (± 0.07) and 4.00 (± 0.06) μmol per gram of silica, respectively. No noticeable change was also seen in the amount of cysteine that could be immobilized on the iodoacetyl-activated silica after storage in the dark at 4 ºC for 2 days and after storage in the dark at room temperature for 65 days, giving values of 4.25 (± 0.03) and 4.35 (± 0.05) μmol per gram of silica, respectively.
Use of supports in protein immobilization
It was found through protein assays that both the maleimide-and iodoacetyl-activated supports could be used to couple a model protein (HSA) to silica. This is illustrated in Figure 4 , which shows how the overall extent of protein immobilization varied with reaction time when using 1.5 mL of a 15 mg/mL solution of HSA that was combined with approximately 0.15 g of activated support (slurry concentration, approximately 100 mg silica/mL, where the support had not been previously capped to remove aminopropyl groups). The amount of HSA in this mixture was approximately 1.9-fold larger than that needed to obtain monolayer coverage of this protein, based on a surface area for HSA of 40 nm 2 .
Both the SMCC and SIA methods required about one day for the immobilization of HSA under these conditions, with 95% of the maximum protein coverage being obtained in 28-30 h. However, these two methods did differ in the total amount of HSA that was coupled to the support. The SMCC method gave up to 67.8 (± 1.3) mg HSA/g silica (before correcting for non-covalent adsorption) after 28 h of immobilization, while the SIA method gave only about half of this amount, or 27.1 (± 0.5) mg HSA/g silica. After these supports had been packed and washed with 180 column volumes of the mobile phase (i.e., to remove non-covalently adsorbed HSA), the observed protein contents for the SMCC and SIA methods were 61.2 (± 1.3) mg/g and 20.6 (± 0.7) mg/g, respectively.
It was found in further studies with control materials that up to 14.3 mg HSA/g silica in the SMCC and SIA methods was due to non-covalent adsorption of HSA when using activated supports that still contained aminopropyl groups. However, this process could be eliminated or reduced by first capping these aminopropyl groups with acetic anhydride, as described in the Experimental Section. The presence of non-covalent adsorption plus covalent immobilization explains the biphasic nature of the time profiles in Figure 4 . Non-covalent adsorption would be represented by the fast but small levels of immobilization that occurred during the early stages of this procedure (i.e., at times below 1 h), while the slower but larger amount of covalent immobilization is probably represented by the increase in protein content at longer reaction times. The use of capped aminopropyl groups caused a small decrease in amount of covalent immobilized HSA that could be achieved with each support (e.g., 45 .7 (±0.7) mg HSA/g silica in the SMCC method); this effect is probably due to the loss of some malemide groups on the activated support during the capping process.
The differences found in Figure 4 for the maximum amount of immobilized HSA in the SMCC and SIA methods is interesting since these techniques gave supports with approximately the same number of activated sites and similar stabilities. In both cases the same amount of protein was originally present, but 57% of the added HSA was coupled covalently in the SMCC method while only 14% was coupled in the SIA method. In comparison, the same amount of protein and support in the Schiff base method resulted in 49% of the protein being immobilized, giving a final coverage of 49.4 (± 5.5) mg HSA/g silica. This latter amount is similar to that reported in earlier studies using equivalent support and immobilization conditions (i.e., 54 mg HSA/g support for 300 Å pore size silica). 67
The different protein coverages obtained by the SMCC and SIA methods was examined in more detail by comparing the specificity of these immobilization reactions. This was studied by comparing the ability of these techniques to immobilize normal HSA and HSA that had been modified to make its sole free sulfhydryl group non-reactive. The modified HSA was prepared by treating HSA with iodoacetamide. The modification of the free cysteine group on this protein was confirmed by comparing MALDI-TOF mass spectra for tryptic digestions of HSA before and after treatment with iodoacetamide. 68 These two protein preparations were then immobilized under identical conditions to the maleimide-and iodoacetyl-activated supports. In the SMCC method, the amount of covalently immobilized protein was 81% lower for the modified HSA than for normal HSA, with values of 10.4 (± 0.7) mg modified HSA/g silica and 53.5 (± 1.3) mg HSA/g silica, respectively. For the SIA method, the degree of immobilization for the modified HSA was 77% lower that it was for normal HSA, giving 2.9 (± 0.3) mg modified HSA/g silica versus 12.8 (± 0.5) mg HSA/g silica. This indicated that both the SMCC and SIA methods were fairly selective in reacting with sulfhydryl groups on HSA as opposed to other groups on this protein (e.g., amine residues), since the latter would not have been altered by modification with iodoacetamide.
Activity of immobilized HSA in the SMCC and SIA methods
Another item considered in this study was the amount of active HSA that was obtained by the SMCC and SIA methods. One way this was assessed was by comparing their binding for carbamazepine, a probe for the indole-benzodiazepine region of HSA. 69 Figure 5 shows the results of frontal analysis studies that were obtained with this drug on the HSA columns. As has been noted previously for HSA columns prepared by the Schiff base and NHS methods, 69,70 linear behavior was seen for double-reciprocal plots obtained with the SMCC and SIA HSA columns (correlation coefficients, 0.996 to 0.999 for n = 5) under the experimental conditions that were used in this study.
It was possible from the best-fit lines in Figure 5 to estimate the association equilibrium constant and binding capacity for the major binding site of carbamazepine on HSA. 2,69 The association equilibrium constant determined in this report at pH 7.4 and 25°C was 1. However, these different immobilization approaches did differ in terms of the amount of active HSA that was immobilized. For instance, the total binding capacity estimated for HSA in the SMCC method was 0.80 (± 0.11) μmol carbamazepine/g silica, while the binding capacity for HSA immobilized by the SIA method was 0.25 (± 0.05) μmol carbamazepine/g silica. This information was combined with the total amount of immobilized HSA in each column to give the relative activity of this protein for carbamazepine. This gave a relative activity of 87 (± 11)% for HSA immobilized by the SMCC method and 81 (± 12)% for HSA immobilized by the SIA method. In comparison, a relative activity of 55-56% has been reported for carbamazepine when using HSA immobilized by the Schiff base method 69,70 and a relative activity of 37% has been noted for carbamazepine when using HSA immobilized by the NHS method. 70 These results indicated that both the SIA and SMCC methods gave immobilized proteins with a higher level of activity than common amine-based coupling methods. This is consistent with a model in which more site-selective attachment and fewer problems due to random orientation or multipoint attachment are present for HSA that has been immobilized by the SIA and SMCC methods.
Chromatographic behavior of HSA columns
Additional studies of the SIA and SMCC-prepared HSA columns were performed by using these to separate various chiral solutes: D/L-tryptophan, R/S-warfarin and R/S-ibuprofen. All of these solutes have been examined in previous chiral separations using HSA columns prepared by amine-based coupling methods (e.g., see Refs. Table 1 and Figure 6(a) show the results that were obtained for D/L-tryptophan. When using the SMCC immobilization method, greater than baseline separation was achieved for these analytes on an HSA column (resolution, R s = 5.8; selectivity factor, α = 14.3). The corresponding control column (with no HSA present) gave no chiral recognition and a retention factor of 0.49 for D-and L-tryptophan (i.e., 32% and 2%, respectively, of the retention factors noted for these same solutes on the SMCC HSA column). Figure 6 (a) also shows some chromatograms for injections of D/L-tryptophan on an HSA column that was prepared by the SIA method. This SIA column gave a baseline separation for D-and L-tryptophan with a resolution of 1.8 and a selectivity factor of 3.83. The SIA control column gave a retention factor of 0.36 for D-and L-tryptophan (i.e., 63% and 16%, respectively, of the retention factors noted on the SIA HSA column). The retention factor due to non-specific binding between D/Ltryptophan and uncapped aminopropyl groups on the support was estimated to be 0.34, which made up roughly 69% and 94% of the retention measured on the SMCC and SIA control supports. However, it was found that this non-specific binding could be significantly reduced (e.g., a ~ 60% reduction for warfarin and 20% for carbamazepine) by capping the aminopropyl groups prior to HSA immobilization.
The results for the separation of R/S-warfarin on the various HSA columns are summarized in Table 2 . As shown in Figure 6(b) , an HSA column produced by the SMCC method gave a column with a baseline separation for R-and S-warfarin, as represented by a resolution of 1.81 and a selectivity factor of 1.66. The control SMCC column gave a retention factor of 1.55 for R-and S-warfarin (i.e., 4.4% and 2.7%, respectively, of the total retention noted for R-and Swarfarin on the corresponding HSA column). Near baseline separation was also achieved for R/S-warfarin when using the SIA method for HSA immobilization (resolution, 1.42; selectivity factor, 1.53). In the SIA method, the retention factor for R-and S-warfarin on the control column was 1.42 (i.e., 19% and 13%, respectively, of the retention noted on the SIA HSA column). The retention factor due to non-specific binding between R/S-warfarin and aminopropyl groups on the support was approximately 1.36, making up 88% and 96% of the retention seen for R/S-warfarin on the SMCC and SIA control supports. Table 3 shows the results obtained for R/S-ibuprofen. A baseline separation (resolution, 1.88; selectivity factor, 1.66) was found for R/S-ibuprofen on an HSA column prepared by the SMCC method. A control column for this same method gave a retention factor of 0.42 for these solutes (i.e., 2.4% and 1.4%, respectively, of the retention noted for S-and R-ibuprofen on the HSA column). R/S-Ibuprofen injected onto an HSA column prepared by the SIA method gave baseline separation with a resolution of 1.51 and a separation factor of 1.43; the control column in this method gave a retention factor of 0.38 (i.e., 9.4% and 6.6%, respectively, of the retention noted for S-and R-ibuprofen on the SIA HSA column). Non-specific binding between R/Sibuprofen and aminopropyl groups on the support gave a retention factor of 0.35, or 83% and 92% of the retention seen for ibuprofen on the SMCC and SIA control supports.
For all three groups of these chiral solutes, HSA immobilized by the SMCC method gave a higher resolution and selectivity factor than HSA that had been immobilized by the SIA method. This greater separating power was mainly due to the higher retention factor that was noted for all solutes in HSA columns prepared by the SMCC method. Although the SMCC supports also gave a slightly higher degree of non-specific binding than the SIA method for all tested solutes, this difference was minor compared to the difference in overall retention seen in HSA columns made by these two techniques. One reason for the greater separating ability of SMCC-prepared columns is the larger amount of HSA that was covalently attached to silica in this method (i.e., 53.5 mg HSA/g silica versus 12.8 mg/g silica in the SIA method). However, this factor alone accounted for only about a four-fold difference in retention. This is short of the 4.9 to 11.5-fold differences in retention seen for D/L-tryptophan in HSA columns made by the SMCC and SIA methods (after correcting for non-specific binding), and the subsequent differences in retention of 4.8-to 5.4-fold for R/S-warfarin and 4.5-to 5.3-fold for R/Sibuprofen in these same columns. This is believed to reflect differences in the activities of the SMCC and SIA immobilized HSA, as will be examined further in the following section.
Comparison with amine-based immobilization methods
The chiral separation results for both the SMCC and SIA methods were compared to those for an amine-based immobilization technique, as represented here by the Schiff base method, using the same starting support material and preparation of HSA. As shown in Table 1 , the retention of D-tryptophan in the SMCC-prepared HSA column was about 1.8-times higher than the retention of this analyte on the HSA column made by the Schiff base method and 2.7-times higher than that of the HSA column made using the SIA method. The retention of L-tryptophan in SMCC-prepared HSA column was 2.5-times higher than that of the Schiff base column and 9.8-times higher than the SIA column. These observed differences in retention for D-and L-tryptophan on the various HSA supports were much larger than those predicted just based on the total content of HSA in each column. For instance, the amount of protein on the SMCC support (53.5 mg/g silica) was only slightly higher than that of the Schiff base column (49.4 mg/g silica) and 4.1-fold higher than that of the SIA column (12.8 mg HSA/g silica). Thus, these measured differences in retention suggest that there were also differences in the binding capacities and/or relative activities of these immobilized HSA supports for D-and L-tryptophan. This conclusion was further supported by the differences in selectivity factor for D/L-tryptophan in these HSA columns, where the SMCC-prepared HSA column gave a value that was 1.2-times higher than that for the Schiff base column and 3.7-times higher than that for the SIA column. Similarly, the resolution of D/ L-tryptophan in SMCC column was 1.7-times higher than that for the Schiff base column and 3.2-times greater than that for the SIA column, although these latter differences could also reflect differences in the band-broadening properties of these materials.
Some of the same trends were seen for R-and S-warfarin (see Table 2 ). In this case, the retention for R-warfarin on the SMCC-prepared HSA column was 2.7-times greater than that of the Schiff base column and 4.7-times higher than that of the SIA column, while the retention of S-warfarin on the SMCC-prepared HSA column was 2.1-to 5.4-times higher than that of these other columns. However, the selectivity factor for R/S-warfarin on the SMCC column was now 1.2-fold lower than that for the Schiff base column and only 1.2-times higher than that of the SIA column. The resolution of R/S-warfarin on these columns gave the same type of pattern, with the SMCC and Schiff base columns having similar resolutions and the SIA column having a 1.2-fold lower value. This difference from the D/L-tryptophan results may be a result of the fact that different binding sites on HSA are involved in interacting with these two groups of analytes. 1, 19, 44 When R/S-ibuprofen was used as the analyte, the retention of S-ibuprofen in the SMCCprepared HSA column was three-times higher than the retention seen for the Schiff base column and four-times higher than the retention measured on the SIA column (see Table 3 ). The retention of R-ibuprofen on SMCC column was three-times higher than on the Schiff base column and five-times higher than on the SIA column. The selectivity factors and resolutions for R/S-ibuprofen on the Schiff base and SMCC columns were similar and 1.2-times higher than that seen for the SIA column.
The results in Tables 1-3 were examined more closely by normalizing each retention factor for the protein content of the columns. This was accomplished by using the ratio of the retention factor for each solute versus the total amount of HSA in the column, as shown in Tables 1-3 by the term "k/(μmol HSA)". This type of ratio has been shown previously to be useful in comparing the relative activity of affinity columns that contain different quantities of the same ligand. 38,40 As indicated in Table 1 , studies performed with D-tryptophan (i.e., an injected probe with weak retention) gave similar values for this ratio for HSA columns prepared by the Schiff base and SMCC methods, with a 1.7-times lower ratio being obtained by the SIA method. This indicated that HSA prepared by the Schiff base and SMCC method were slightly more active for D-tryptophan than HSA that had been immobilized by the SIA method. The SMCC results for L-tryptophan (i.e., an indole-benzodiazepine site probe with moderate retention) gave a ratio that was two-to four-times higher that the ratios for the Schiff base and SIA columns, respectively. This indicated that HSA immobilized by SMCC method was much more active for L-tryptophan than HSA that had been coupled by the other two methods. The different behavior noted here for L-versus D-tryptophan was not surprising since these two enantiomers have been proposed to have different binding regions on HSA, 44 These different regions, in turn, may have been subject to different immobilization effects in these coupling techniques, as has been suggested previously. 40 For R/S-warfarin (i.e., warfarin-azapropazone site probes with high retention), the SMCC method gave immobilized HSA with 1.6-times higher relative activity for R-warfarin than the SIA method, and the SIA method gave 1.4-times higher relative activity than the Schiff base method (see Table 2 ). For S-warfarin, SMCC method gave immobilized HSA with approximately 1.8-times higher activity than both the Schiff base and SIA methods (see Table  2 ). A similar trend was noted for R/S-ibuprofen (see Table 3 ). The higher activity of the SMCC versus SIA columns for L-tryptophan, warfarin and ibuprofen could be due, in part, to the longer spacer arm that was present in the SMCC method (8.67 Å versus 1.50 Å in the SIA method). This latter feature may also explain some of the differences in non-specific binding that were noted in these methods.
The differences between the SMCC and SIA methods versus the Schiff base method are believed to be mainly due to the different types of functional groups on HSA that take part in these immobilization methods. For instance, an amine-based method like the Schiff base technique would involve coupling through the N-terminus of HSA or lysine residues, which make up approximately 10% of the amino acids in HSA (59 out of 585 residues in HSA). In contrast to this, there are only 35 cysteines in HSA (5.9% of all residues), with only one of these (Cys-34) normally being present in a free form (i.e., not as part of a disulfide bond). 42 Due to the much lower abundance of free cysteine groups in HSA as well as in other proteins (e.g., the relative abundance of lysines in proteins is around 7% and for cysteines it is 2.8%), 80 it would be expected that the use of these sulfhydryl groups would result in an immobilized protein that has a more well-defined orientation and better activity than a protein which has been coupled through a more random or amine-based coupling method.
As noted earlier in this report, both the SMCC and SIA methods were found to react mainly through the free cysteine group of HSA, although some reaction with other side chains may also have been present. In the case of the SMCC method it was estimated that at least 81% of the HSA was immobilized through sulfhydryl groups (i.e., Cys-34), while the remaining 19% of HSA may have been immobilized through other nucleophilic residues. In the SIA method, it was determined that approximately 77% of HSA was immobilized through sulfhydryl groups and less than 23% through other residues. It was also noted that the immobilization of HSA through sulfhydryl groups significantly increased the activity of this protein compared to HSA prepared by the Schiff base method. For example, the relative activity of immobilized HSA for carbamazepine in the SMCC and SIA methods was 81-87%, while the relative activity of HSA for carbamazepine in the Schiff base method was only 55%.
Along with high activity, it is important in many studies to have low non-specific binding for an analyte on an affinity support. As shown in Tables 1-3 , all analytes considered in this study gave the lowest degree of non-specific binding in the Schiff base method, with control columns that gave only 0.5-1.2% (for L-tryptophan, R/S-ibuprofen and R-/S-warfarin) and 7.3% (for D-tryptophan) of the retention seen on the HSA columns. Non-specific binding by these same analytes was estimated to make up 1.4-4.7% (SMCC method) and 6.6-19% (SIA method) of the total retention noted on HSA columns for L-tryptophan, R/S-ibuprofen and R/S-warfarin and 32% (SMCC method) or 63% (SIA method) of the total retention measured for Dtryptophan.
A final factor considered in comparing these immobilization methods was operational stability of their final supports. This was examined by monitoring any change in the retention factors of L-tryptophan and R/S-warfarin after passing 250 mL of mobile phase (i.e., 385 column volumes) at 0.5 mL/min through columns containing these supports. The results indicated that the SMCC method gave immobilized HSA with the highest stability, with a decrease in retention of only 11-13% for all tested analytes. The second most stable material was SIAprepared HSA support, which gave a 12-18% decrease in retention factors. The Schiff base method gave HSA supports that had the lowest stability, with a 15-48% decrease in retention being noted. This latter observation could be a result of the use of sodium borohydride (a strong reducing agent) during the Schiff base method, which might cause some reduction of disulfide bonds in HSA and some slow changes in tertiary structure.
CONCLUSIONS
This paper examined the preparation of maleimide-and iodoacetyl-activated silica by the SMCC and SIA methods for the immobilization of proteins, using HSA as a model. The resulting supports were characterized by such methods as frontal analysis, FTIR, elemental analysis and a papain-based assay. The specific activity of the immobilized HSA for carbamazepine was found to be 81-87% for the SMCC and SIA methods, which was much greater than for HSA that had been coupled to silica through an amine-based technique (i.e.., 55% activity when using the Schiff base method). Furthermore, the selectivity of the SIA and SMCC methods for free sulfhydryl groups on a protein was estimated to be between 77 and 81%, based on results obtained using normal and iodoacetylated HSA.
HSA supports prepared by the SMCC, SIA and Schiff base methods were also compared in terms of their retention and ability to separate chiral substances such as D/L-tryptophan, R/Swarfarin and R/S-ibuprofen. It was found that the SMCC and SIA methods gave HSA supports with comparable or improved activity and stability versus HSA columns made by the Schiff base method, with the SMCC method giving the best overall behavior. These features should make the SMCC and SIA methods useful for work with other proteins or sulfhydryl-containing ligands and offer the potential of giving greater site-selective immobilization and activity than amine-based coupling methods. This makes these techniques attractive for the development of protein columns for such analytical applications as the study of biological interactions and chiral separations. It should also be possible to adapt these methods for use with alternative proteins and other materials based on silica or glass when it is desired to couple ligands to such supports through sulfhydryl groups. Reactions involved in the (a) SMCC method and (b) SIA method, using aminopropyl silica as the starting material. Abbreviations: SMCC, N-(4-carboxycyclohexylmethyl) maleimide; SIA, succinimidyl iodoacetate; DMAP, 4-dimethylaminopyridine; DMF, dimethylformamide; EDTA, ethylenediamine tetraacetic acid; KPB, potassium phosphate buffer. Determination of the amount of active maleimide and iodoacetyl groups on silica by a papainbased assay. In the first step of (a) excess cysteine is added to the activated support and allowed to react. In the second step of (a), inactive papain is added to the reaction mixture, allowing conversion of papain to its active form as it undergoes a disulfide exchange reaction with residual cysteines. In (b), the active papain is measured by allowing it to convert its substrate L-BAPNA to the product p-nitroanilide. Absorbance of the product p-nitroanilide is then measured at 410 nm. IR spectra of (a) aminopropyl silica (b) maleimide-activated silica (SMCC method) (c) iodoacetyl-activated silica (SIA method). See the text for assignment of the peaks. Amount of HSA immobilized at various reaction times and at 4°C when using silica that had been activated by the SMCC or SIA methods. In this study the original sample contained 0.15 g of activated silica plus 1.5 mL of a 15 mg/mL HSA solution in the immobilization buffer or 1.5 mL of the immobilization buffer with no protein present. After a given reaction time, a 20 μL aliquot of this mixture was withdrawn and centrifuged, with the protein content of the supernatant then being measured by using a BCA protein assay. 81-84 The final amount of protein on the maleimide-activated silica (SMCC method) or iodoacetyl-activated silica (SIA method) was determined using a reducing agent compatible BCA assay. These particular studies were performed using activated supports in which the aminopropyl groups had not been capped with acetic anhydride; the presence of these aminopropyl groups gave rise to the adsorption of 14.3 mg HSA/g silica after a reaction time of 52 h. Frontal analysis studies for carbamazepine on HSA columns prepared by the (a) SMCC method or (b) SIA method. In the double-reciprocal plots shown at the bottom of this figure, m Lapp is the apparent moles of solute (carbamazepine) that is required to reach the mean point of the breakthrough curve at a given concentration of the applied solute. The equations for the bestfit lines in these latter plots were as follows: (a) Y = {2.42 (± 0.01) × 10 2 } X + 2.8 (± 0.3) × 10 6 , with a correlation coefficient of 0.999 (n = 5); (b) Y = {6.8 (± 0.2) × 10 2 } X + 1.1 (± 0.5) × 10 7 , with a correlation coefficient of 0.996 (n = 5). Chromatograms for injections of (a) D/L-tryptophan, (b) R/S-warfarin and (c) R/S-ibuprofen on HSA columns prepared by the SMCC and SIA methods. The conditions were as follows: sample concentration, 20 μM tryptophan, ibuprofen, or warfarin; sample volume, 20 μL; mobile phase for tryptophan, pH 7.4, 0.067 M potassium phosphate buffer; mobile phase for ibuprofen, pH 7.0, 0.067 M potassium phosphate buffer containing 8% isopropanol and 5 mM octanoic acid; mobile phase for warfarin, pH 7.0, 0.067 M potassium phosphate buffer containing 5% isopropanol and 1 mM octanoic acid; flow rate for SMCC-HSA column, 1.5 mL/min for tryptophan, 1.0 mL/min for ibuprofen and warfarin; flow rate for SIA-HSA column, 0.3 mL/min for tryptophan and warfarin, 0.5 mL/min for ibuprofen; column size, 5 cm × 4.6 mm I.D.; temperature, 25°C. Table 1 Retention Table 2 Retention Table 3 Retention 
